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ffiffi 5: £ W S *e-7-4>£9i£tt & fflU Jt £ to ©■M&iifflflg £ f£§g?- ■£ iggtc v> 

ic^$tiT&si/3if-^-ae^^ (b> mvafflmT'®&-5im&mB&m$i-?- 

x-mm -f n ^ - * - 1 *>> e> m s& tc«i^ s *i « e^m us«« © tbs ic 
m v - * i: & n-#^_htc-& dnacjiu, jhsui-*- & x@ 

ttrlBXS (1) iiH^tcS feltftLt, 

it (2) -e^aisgitcmv^GjtisDNA^, li (d -e^aKgitcM^^ 

»*9U ] 

5 /Jn ^ n =E - # - S |$JC T A T A Jff y >7 X. £> & ■£ ^ D ^6 - # - T* & 5 II 
1 ~ 3 f2«©#S£ 0 



1 



ffifE*S 2000-3013684 



11-107774 



( i ) i ~ 6 mm<D^mx*ftmzti&m^m&w%.mfflB&% m 

(3) HE»3M«S:Jfc«br, tM»ft**«#ftTCfe»t*«f.B*3Ul3W. 

(3) S^*S:Jt«{bT, y#>KfctMMfc^Kfc©#£TK:a3»**WB# 
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[0 0 0 1] 
[0 0 0 2] 

csg-a-b. Mame^©£9fc{B£?«tM£#?«58jre&o?, £*&© 

Mff#Ettlcm>ft&<&«£. KH^©S«»ae^-©«^?SSlcMSS:*b, 

raw**** Lip ttssiS] 

-fit?, ^^^^^^^©^E&^^tC^M^SilSr^-rsfc*?)^, y# 
> K £#1£*(?Mflf H-7-©£9INtttB £ S 1± •& 5: 3 feK £ SSR"T £ 

©»4s»fc#tt©w»#a*ftTv**. 

[0 0 0 3] 

[a&g&0&-rs £«>©#©] 
( b ) mmfflMT-mm ^m^mmmm-^-^-MfK^t. & ^^c^trD n 

1) btf-*-&f^®ajg*fclBfi(|CLT. FfB^FiS«^fiBH^©e 
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&mw ssits m&3-<D ts^istt & -r 5 1=. & omwrnm & ^sg-r & i&g tc & 
) , 

2) (1) Mttintt&, (a) y#>Kft*tt«R«M£H?BN«!*l£. «f#iNa 
C«IBttK:«tta*iTa:*l/jK-*-31«-?-i: (b) IS^imflST'afgnrigj&iiilllflS 

WIBXg (1) £Hf§{c£fc { iW#LT. 
KJttttMg^MfH^fca- K"T*»e-?-fc*tfDN Afc J: y, tflBlfr 4MHGI & 

Ml) *fctt2) |B©*«S, 

6) mmi) ~5) ia*©*ST-^i?$ti^«¥fSttM^Maaiigtfe{±-e©itji 

(1) tff^l) ~5) fi«a)^rtt?f^Ha«i««9jS1£ai£JS4HJB«&»«<DiV 
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(i) tffsi) ~5) mm(D*mT-ftm2ftt~m^m&w%.mmB&£t~it*<Dm 

[0 0 0 4] 

>fy. 7>Kn^feL<tt^33M3>f K^©^fn>f wmx ¥^ 
nz:/*- (yy;ww Kn*-7jf> ut^-) fcif#&tf£*is„ 

[0 0 0 5] 

#iisi5!#88:£?sica3^T. dn Kij>mx^fcW®&-zftz>mmtim oar. 
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MCF7MAS, V^7Xfi*<>DNIH3T3MJBS [V\"f tl*. American Type Culture Collect 
ion (ATCC) A^nTlg] * £#&fjr e>*l£o 
[0 0 0 6] 

591) ©*t6i*ffitt*Ci^v^T»ai#j|fiTf*6lfi : f^ »»© 

;i/ */ 7 x ^ - if. ^rj^i^^ai — a — JU7±^JU 

[0 0 0 7] 

ffrfHCD 1/aK- * -at»tt, f&±#Hfl&lC^A2 *lS D N A_tT% U # > FJEM? 
ttC9llllf B*«MW»a 4: «/J^ n - * - 4: ^ 6 *K » k: *« a *i ^> «^MSEr 
*«©T«t«IB»K:««S*i*. ^rt% ry;#>FJS#tt«9ll»H*B«l 

&^mmm* t. s^sa^i & br^ k:r-& b t u # > f«hmsic 

*»ae^a>«^fcffi3t-r«. ;*BBWti, #j«***/i/*>©*HK:j:y* gre 

(glucocorticoid responsive element. Nature. ,318,635-641 (1985)) , PPRE ( 
Peroxisome Proliferator responsive element, J. Steroid Biochem. ,Mol .Biol . 
,51,157-166(1994)) , XRE (Xenobiotic response element, Proc. Natl .Acad. Sc 
i. USA., 92, 1936-1940(1995)) &4f fcEMbTBf H!*l£ i fc**&„ ZLCD&oft 

v#y\zfa®&m^mffim*mmmm£i,T&, U5tr>F« 

$>£S^lCtt, ^ h # D i»P4501Alitte^ [cyplAl, J. Biol. Chem. , 263, 17221 
-17224 (1988), Nucleic Acids Res., 15, 4179-4191 (1987)], if JV # 7 it > S- 
h9>^7x^--^Ya*^rL— ^ h»e^[Proc. Natl. Acad. Sci. USA, 87,38 
26-3830 (1990)], UDP-^Ol/^ U — /I/ h 5 7 x ^ -1f«e^p [J. Biol. Chem. 
, 271, 3952-3958 (1996)] ft ^©5* J:a<B«<D**BBjrj*^ftH r 6*l. DRE0>n> 
"fe>*XiE5a[3TlEM : 5'-(T/A)GCGTG, J. Biol. Chem., 271, 3952-3958 (19 
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96)) ]%i®&>±'5w&mmF} : i)2bift 3 ti£>. y#> Ffc&ftm^mwm 
fny-^i^w ±^m^oy&mm^i (ceii., 57, 1139-1146) 4$&2btft>ix 

, ERE© 3 > iz > * X @B#I [5' -AGGTCAnnnTGACCTT-3' ] £ 1 MU±.^ tf S: 
*tfSri:=bT*^S„ *^5i£»U?!J£W-t-3DNAHu PCR 

«cT-&3. 3©£e>fc«^©i&«Sa#fi; UTtt, ffifittf, TATAsKy 

^II&^2J«l©i£»Be#l#&tf &n, A#i$fcti$[x.tf, v?*©* * n^** 

) ©ifea^e>+l 5#@©f£^£ T?©l&afH#i (Nature. ,292,267-269(19 
81)) ^, ?-*y*i&TJl-7$. >3H£^©5* JtSiE^c©-4 0#B©^»^e.+ 
1 0Sg©faSS7?©faaiEJ!I (Genbank accession No.V00835) ^#&tfe>*l 

i±. 09;lfc£, #M^;i/^^^-f n>x (hsv) fijfe©^ --t? (t k) 

«e^-©5'_kSfsM^©- 1 3 0#g©|&S;^e>+ 5 3#g©ig«tT-©fgaiB^J 
(Pr oc . Nat 1 . Acad. Sc i . USA . , 78 , 1441-1445 ( 1981 ) ) £ -& D N A ©IE ¥?S 
4£J:»J%>99v\»tt-e%«£. «R^«ttS:MSt-S|^©«^&5*/^y^^7> K3£ 

l/H. ±fia>£3&&£lBg|ftig>&6DNAU:, -eaHMtiGftfCS^V* 

Tffc^mf -5 r £ & if tc ± y -s> rt^fis. 

r y # > KJS^ffite^^fifSH^-S^SH^J £ n - # - £ # e> Jggift &c«£ 

■stim^fflfflmmzMftL. M^.«flfi©e^aPH^-©ig^BE?!i^©e¥Maisfc 
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m^-m^mm t mm s tissue & %> v # -ae^ z Mm-? * . 

[0 0 0 8] 

&MBa>9ft#J: yfflHIBTfffa.fij&T*^;* h*-f 5» S ffifStf-^ae^-fci? 

Ka>7?x$ Fpucsv-bsd 

-f S'S'Wtttf-WtfirfH:, 48*. tf. rUIRCD^XS KpRC/RSV (Invitrogen*±§3 
[0 0 0 9] 
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k b~l 0 k bgS®y5X5 Ktf&tf e>*l3„ St'*?* 

(i/#-*-»c-f-) sMta^x? K©sae^-©_h^ic, cypia 

bic, lfc^*5Kic. M*fcfS V4 O30»^n : E-#-lC^iKS*lTfc-5^ 
[0 0 10] 

_hi£© <fc -5 # -»fc?-£.fflmm$l-?-jJ- : Mte*£. fc^tfDNA*:, «r 

i-SfCtt, *1% MCF7jjfflfl&&^©:ti±iffflfi&$:>>^- l/fc}f£ (10 5 ~10 7 

«Wa/«&6~10cm*>^-b) , 5~10«igS©ifitfi&^t-£ aMEMJgifi^S:MV> 

{CLT«#Ufe«HBS/\, ±IBDNA$:^A't5o DNAfAStlttt, XI/? h 
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&tf£tl5„ J«*f8KI4«*.li, rp|R©UjK7x^ hT$> (GIBCOg!) fcjgvx 
f 3 'J*7i? hT^ ><DM. ^AS^xSDNAwM&^tco^T^fiS&f-fS:*?^ 

-le^t jjsuflsa^ v - *- «e^-t*^ii*tifcy9x5K©DNA*^^©^ 
bTSittfe^, m izmm^m a s *i feauHwiv - * - »e^ic*r js -r « a 

RjMCJSCT, JRW*»lna*ifc«fl/V^»«^<DJfif«i«lJI«:l~3IH/a©«-6' 
»te ^ U T 2 4 W WM«il b fc U # - # - »£^© £ if£ "* & . 
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/SSJiT^fcv^-jMctt, lfcfMnfcl8##«MHfc'u *^©iifflJ}S^e,«:S3n^ 
-SrS^LTfc&v^ *58^^*&tcfcv>T, r ( a ) y KiS^ttiE^M 
SSH^fgMKiB^J i: i»fe0fiST*^|gnrig ^ n ^ - * - i: h WRtft ic#|j£ £ 

tiz^mmmi£<DTffiKmffiff3izmffi2tiT&z>utf-#-mte?-£ (t>) m 

[0 0 11] 

JC<fc»j|g§gt -SCI Long-PCRSMfCWSStlfeW^ftffi/K 
y*^--tf, M^.«LA-Taq (^jgJttti?) ^£PCFUCBv%5i;J:V\„ PCRtCte 
FBZtl&mmmkt HIJ, Kiffi^ft3fcCDTfjflR©mRNA&C*fl,T:*- 
y J d T £ ^ ^ -f V - (C u t s£ feifmm & £f& 2 •£> r £: (C «fc »; D N A £ &f£. V 
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§?l§&3 K>ATG©_t8iS(C. Kozak(D3>-fe>-y-Xffi^!l (Nucleic Acids Res., 12 
, 857-872 (1984)) ifimUZtlT ^n€-*-tLtll ?i£Sfffi& 

fa&Vjjvx (rsv) ^nf-j-, *m h*uuyj JVX (CMV) ^n^-*- 

. J/^^f^W (SV40) ©IfJ&fcL^i^Sl^n^-tf-^tf&tf 

9*-£vx it^mm p^T-aig "Tig «t tfiifttie? -r s ^ 

tft C ASPft £ ^ S ^ IE © fg^M # - & ffjffi 6 £ i: # T* £ S „ 

-y-^SHBSii&v- a -ite^i: &-g-tf_hj«R© p n a t. mmiz^^mm^wx u 
%j£^fnEittt&M-r«. y#> Kjs*tt**«»H*©*e-?-fc*tfDNA 
t» i/jK-dr-jte-j-tiuaiatfiv-A-Me^fcfe-^toDNAit. is^im^ 

mBH-^jMrf- £-£tf _hiB© DN Ate tt, *&±ifflfl&T'&tg ■^mtkmtSOMRT - 

^-ste^-e^oT, utf-#-se^©^AMfcjg<r'>£>:tx.sDN Atc-g^ixs 

ft*>"fe. S©J:}fcimiM#^-*-3M^&*tfDNAt:»v*T. y#>Ff& 
!S§f£«^8lffiH : ?-©ai'B^-S:?S±ilWBS^A-tSfc«)K:Mv^nSDNAfC-g- 
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KjS«:ffi«^g!Sg^-<D«R^ffl}|g Stats 
[0 0 12] 

Jt © H£ £ fflft -r 5 i t # T- £ « . 
6ft7l/-h&«gJB-r«#tett, If, l^iJ10 3 !!i^2xl0 4 fiSI«) 
fc8*icJBii«*tefctt, 9tticAlA.«jfi4t&«r?Lt£SttK«-eAabTjfiilff4r 

&»&tm<o*mim.mmifim.is 0. 5%~2%j«T{cfc.s<fce>{cLTB(ffB©iffl 

^^/7**S/K (DMSO) , x* J-*«#Jgt*&*i,S. 
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*K»*cfev^T, VM%m<Dvit> Fi&®&$z^mmw*(Dv K©*#gs 

[0 0 13] 

&3 l/#-*-JMr?fc*tfDNA*:i|»U gDNACJ: y»±«JJ»fcj6j£K: 
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[0 0 14] 

$&z&vzmte*<Dmw-t£&zwm-?z>z\£&x*g. t^^m&mizm^^xm 

x.ftmffiB&ztzmzm^&z.t.izj: »k i/jK-^-s-ts^— instc^A 
v±ft<Di:o*fcm®R<Dnm*&m^zif$f&izijmmx&z. 

[0 0 15] 

[jiigw 

[0 0 16] 

1 ( U K/S&ftifi^W® H^igiaBBMiS «fc tfS^^n ^-*-®« 
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Isogenic (->y7K>^->ttig) Srffl V^TMM^CSstf CO :/n h =2 -7btCfB 

•Sfc IT, 7* 17- F^7>f7- : 5* -TTGAGCTAGGCACGCAAATA-3' feitfU^ 
-X^7>fT- : 5' -GCTTTGATTGGCAGAGCACA-3* & M ^ T PCR £ ft ft o - £. Jc £ y 
. b: hC Y P 1 A l3fte^_hSgOTATAbox^P> 7 5 0 b p±«-l 3 7 0 bp± 
8£<Z>M^£>i&gfB#J (J. Biochem. ,110.232-236(1991)) £;£U TU;WWFn 

NA^EHRU -?-<Z)*agS:Blunting kit (SffiititSg) £M ^T*P?ffl; b£ 
DNASr. JKT, XRE DNA^t ) 0 

v^x*#n^;T*>f >lit4£^coTATA box^<Di£*Bg^Jt y-#-gi?rj (g 
enbank Accession No.J00605) lzm&~t £1&Mffi&}frt>ft& 2#<D* V 3 * ? U 

F ; 5 ' -GATCTCGACTATAAAGAGGGCAGGCTGTCCTCTAAGCGTCACCACGACTTCA-3' , £ 
J: tf. 5' -AGCTTGAAGTCGTGGTGACGCTTAGAGGACAGCCTGCCCTCTTTATAGTCGA-3* £ y — 
- l J>^$iJ:T2*«DNAi:U 3tl(CT4 sKU 2^ F#-f * -X £f£ 

fflS*T*©W**fey>*ffcl,fc (SDNAS:. J^T> TATA DNAhfBfo 

) o — ^^;b;i/^"7oi^-ifa^$:^fe^^x^ KpGL3 (?u*m±m) 

£*3P5»iiiBgl IlfcitfHind IIlT?»ffcbfclk -ZlftK: Bacterial alkaline pho 
s P hatase(BAP)S:if|Ix.T6 51Ctl©K«Sbfe 0 #C^T% Mtttt&ffiBj&y*f 
U-X (AgaroseL; — y 3K>y->tt») Srffl V^®5KiSclfr{C#fc U pGL3E*I5fc<E> 

>i/s/7x^-*j»e^s*tfB«i n-Hind umK&Mzizm^&ifcmmzm 

-rDNA&IUit^bfeo SDN A$J100ng£. frffBOTATA D N A 1 ft g t b 
. T4y ^-ifT'^^i^r^.r £iC<fc y 7^*% FpGL3-TATA£f£Sgb£ 0 
7£{C. pGL3-TATA SrfJRg^pfSSma IT'ififfcbfc^ BAPSritJ^LT 6 5 TC T* 1 i*m 

3^e>DNA$:®iKL£o iDNA^l 0 0ng£, Jigg XRE DNAJ&1 g 2: & 
Ml^bTT4y rff-if&gjSSiirfc^ MS/SM$:D H 5 a 3 >tf^> (T 

OYOBOgf) ^»Abfc 0 T>if2/y>ltfeft3Rbfe*»Bf©an=.-»«^ 

<fctfXho IT^tbTK^t«ST^n-X>^;i/«^ai6T^«f b^ 0 XRE DN 
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A{Cfflai--5*&6 0 0 b pGDDNA#pGL3-TATA©Sma lS$fe{C 1 3fcf-*SA2 
tltcW&Zm^-Z-f^XS, F£jg#?U ZLtl&T^XS KpGL3-TATA-lAlilJ&r5 

&V*T*, KpUCSV-BSD (7t3i/tt^?>lA) SrBamHIT^tL. ^5 

„ SDNAi, tafE^X^ KpGL3— TATA-lAlS:BamHlT??S'fb UBAP#L38| LT# £> 
tit-DNAtZm&LT. T4U #— If S:Hffrc5-frfcf&, £ *fl§^ DH 

5o3>^>hi2;i/ (TOYOBOS) iC^ALfe, #£*lfc7>lfi/ V >W 
SW^ffie^n-^A^^^X^ KDNASrifKb, -?"4x-?tlS:®IK^Bam HI 
T'MitLTmmimZTtfu-x?)\,mi5.&MT°$-ffiLr^ h-tf--f 2/*>S 

•^T^-ififrfc^g^-fey htfT^X^ K PGL3 — T ATA- 1 A 1 © Bam HI^J®rSP& 
fC»A^*lfe«f3tS:^-rsy^X$ Kfc»WU ^9^5 K P GL3-TATA-1A1-BSD 

[0 0 17] 

(2) Y-Utf^ ly-tzf'H-Mm.ffiPIZ'Stl-J^X* K 

h n 4* > i/ -t y # - gfti&ij fc ^ t? r ^ U * y * *f:c;i/ at* tfy n y =. > 

*e-?-_hSg©faaS^J (5' -TCGACAAAGTCAGGTCACAGTGACCTGATCAAG-3' ) 

*f KtDNA^«iCT^*U rtl?.?:7--'J>ys*t2*IDNA ( 
ItDNAS, JKT, ERE D N A i:|B*f" 0 ) fcbfc*, T 4 U jtf— l?fcf|UIS*T 
S2*iDNAS:*>fAt:^3-f, d*UCT4 # U 3* ? I/**- K*-f 

±B (1) (CflBtt3ft£J:3CbTf|;iB3*l£::7?:%3 KpGL3-TATA£ 

filLA7#n-:x4f/l/«4U*gtfCftU /«> F^#©^;i^i=DNA&lEjJRLfc 
. KDNA3S1 0 Ongfc, iff|B©ERE DN Aft* >7 s AlC|fr&34l;|ttg& U 
ffcS*lTfc*DNA»l it 8 £fca£LTT4U:*f--1?&£j&3-&&4k 

DH 5 a M»;b (TOYOBOg) A^Alfe. T>fcr*/ 
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-X^;i/«^^ciS^^^ff bfc 0 pGL3 — TATA (Z) Sma IgtS&JCERE DNA*^>rA 
lc5=ih:-^A^tifc«igS:%-t^^^x^ FfcjMRU KpGL3 
- TATA-EREx5 £ O £ 0 

&^T% ^^X^ KpUCSV-BSD (7tn>>?tt?)IA) £BamHIT*MftU ^7 
o mDNAt, t58B^^^^ KpGL3-TATA-EREx5$:BamHI^?gfbLBAP^aLT# 

5 auy^y h-fe;wc^ALfc e #F&tifcy >tfs/y ^ n-> 

»a*ty h^^X^ KpGL3 — TATA-EREx5 (D Bam miflWiffi&fcWAZ tlfc=KJg 
FSrBIKU KpGL3-TATA-EREx5-BSDfc*^W& 0 
[0 0 18] 

l ( V # > Fj£#tt«9llffiB^SttB£f £ <fc OTSV-tk^n ^ -#-cd 
3 FCDflsR) 

pTKjS (^n>-r-y^tt5B) KCDHSV-tk^n^E-if-as^CDBB 
7 * 9 - K^7>fY-: 5* -CGGCAGATCTTCTTTAGTTCTATGATGACAC-3' . 
fc<fctf. U /t-xy^V-iS'-CGGAAGCTTGATCTGCGGCACGCTGTTGA-S' SrKffb 
> D NA^i[:t^ L £ 0 rCD2«CDP p ^>f*^-5:M^T. ^"^X^KpTK^ 
Ing&ttSlCbTPCR&fJVV HSV-tk^n^- # ~M^<Z>- 1 3 1 #g 
MS+l#Ifct^, ) <Z>*6fi**6 + 5 4#B©«a*1?(Z)*a£lB5ffS:*t?l 
8 5 b p(DDNAS:»fco SDNA05' *^fe<fc^3 f *»ififf JCtt-etl* *l 
. ±«PCR^9>fv-K:j:y#AatifcBgl IIBMtflM&SfettHiiid IIIBHAffi 
ScK, SDNA SrBgl II&tfHind Iin?ilMfc LfcflU fflHj&Ttfn 
-XfNusieveGTG (FMCtfc») ] fcffl^fe^«**»K«U #Vi/**&DNAfc 

ISiRbfco — * # ;wi/ 2/ :7 :r ^ - if ite^* £ ^ if ^ ^ Kpgls (^n^^ 

ttSI) S«»**Bgl IlfcJctfHind £ *UCBacterial alkali 
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ne P hosphatase(BAP)S:jD^T 6 5"CT* 1 B£IS#fiL£. fc^X', m&UWi*{& 
MMTXU-X (AgaroseL; =.yjK>S?->tt«) STja^fc^ScffirlCgtL, pG 
I£A£g>;i/$/7x?---tf:fte?-&-&&Bgl II-Hind IIIBr^©S^ fCffi^f -5* 
SrS&^-rDNA&IIJJKLfc,, Z.OlKV #-DN A^jl00nglcMLT v JtgB©J: 
e>lcMi?^4xfcHSV-tk7 p n ; E-^-M^S:-g-tf^2 0 0 b p ©DN Ajfe&lyK g S: 
iB£-U ittlCT4 Ligase£HfS;*-&fc^ ;fcfl§fi DH 5 a ziy tT^> M*;i/ ( 
TOYOBOfi) IC^ALfc. #?>tlfc T> tf 2/ V >Wtt* n - >*»6>^5X 5 
FfcraiSU pGL3©Bgl II-Hind 1 1 IglSfiOtC 1 3 fcf-©HSV-tk;/o ^E- # 
mAZtltc-f^XS. K&jKNU rtl?:pGL3-tkt>&r5Ctfc 0 

HJSMl (2) ©fB«(Ct£oTgSg!;*;ftfcERE DNAfC, T4'J^f-f?:#l 
S*TK2*«DNA?:^>5 ; A{CM-a-S-e:, i*l(CT4 jKU 5? * V*?- K#-f 
*-x£f^3iirT-£©Si9*3g£y >tffctfc. 

±2&©pGL3-tk&fgJi&^illSma IT'Mffc Lfc^ BAPS:iOA.T 6 5 1 ttNTfil 

^DNASrEFJRLfc. SDN A*«jl 0 Ongi;, _hfB©# >-? J AtCi|g-&a 
»>ttfcU&ERE DNA^l l(t gt^btT4U^-e5:S)S§-&^ MM 
fSStS::*:®® DH5a3>h:f>f>t^ (TOYOBOl?) AfAlfe. T> 

'©DNAfctMBU rtl^5:fa®PlgKpn IfcitfXho ITffifcLTIlEiltfttfcfcr 
^fO-X-?T.n/«^tj*a&T?^#f bfco pGL3-tk©Sma ISP&fCERE DNAA^>f 
AC 5 3tr-»Aa*ifci3ift*t6^^ § ZtiZ^^xS. KpG 

L3-tk-EREx5 £ -5 Vf „ 

*V*T, -f^XS. KpUCSV-BSD (7^-3>>tt^f>»A) £BamHIT*M<ffcU 
. tDNAt, mfia^^X? KpGL3-tk-EREx5S:BamHI7?li'ftbBAPMabT#e> 

htLDNAtzm&vx. TAvx—ezBLmztt®.. ms.femz±mmDH5 

a ny^y h-fe;i/tc^ALfc 0 #e>ixfer>tr^U >IHS©:*:ffia* n->fr 
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^iJ^V KpGL3-tk-EREx5<£>Bam HI^J^r§|Sfi(C#AS^lfe«igS:^ 

[0 0 19] 

(1) X^hD>f>l/t^-aM^7X^K 
t: hm;* hD^l/t^^-a £n- Kt-&cDNA£^§^£fciMC. Genbank 
Accession N0.M12674lC^ffl£ *1,T V^rtX h D ^> bi? ~J # - a ^H£^<Z>|&* 
U#J tCttr5g. 7^y-F^7^V-:5' -CCTGCGGGGACACGGTCTGCACCCTGCCCGCGG 
CC-3' . £ <fc y A - X ^ ^ >f V - : 5' -CAGGGAGCTCTCAGACTGTGGCAGGGAAACCCTC 
T-3' fcRffU DNA-&tt« (7^>f K/Wti/^rAXttS^f ;V3 9 4) & 

#ClC. fc: hffp cDNA lOng n V 9$±Wk9 >f <y ^ 9 a - >cDNA# 7 113 
-1) SrttffltCU fuiBCD^-f V-«r**l-?*ll OpmolgsJnU LA-TaqsKy* 

5:50/ili: LTPCRS/Sfc^Tofco PCRsystem9 7 0 0 (7^7>f K 

A>f ;t^X^i>X*±S3) $:«VNT. 9 51C l#HRfcV*T*6 8TC 3 4>ia6D««* 1 

NFS (7^7>f KA>f *S/X-?AXtt») £M V*T *>f !✓ * h >>- ^ a: 

t^xr^xim ^377) zm^&i&mmpmmz&Lmmmmzmm 

_hIBCD<fce){CLT^#$tlfcDNA*?jl 0 0 ngfc^SlC bT. 7*»7- K:/^>f 
V - : 5* -CCCAGCCACCATGACCATGACCCTCCACACCAAAGCATCT-3' . <fc % y A - X ^ 
7>fV-:5* -CAGGG AGCTCTCAGACTGTGGCAGGG AA ACCCTCT-3' 5: ffl V \ PCR £ f? V \ , 

xxhD^^i/t^-a (d mm m$& k> atgo a ttr ic n if y 9 <d n y 
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U±-7*-acVM 0. ldg, LA-Taq /KUsl^-lf (SiBitttSD , Wi&miZ 
^#StlfeKjSA'y77- 35&&±m-7 ; 5J V-#l Opmol-foSrtg^L. £ 
JSM*S:5 0 ,t* 1 £ VX. 9 5r:i^lS, *V^6 81CJ:T3^B(Z)ffiai:lt 
'f * }VtLTZtlZ2 0-9- -f #;i/f?ofc„ r©«fc^tCLT#e>tlfclfitii^$:ffilft 
J*T#D-^y;i/«^,acg&^{C<fcy^-i8I5|jRbfc 0 ^fclC^CDifol /ttgS:. DNA bl 
unting^r>i/h (S?@ig*t§3) T*&3 LT^©*3g?:¥?iHfc U 3*UC7£iCT43ffy 

RSV^n^-4r-j3<fcUt*^-^-f ^>Wffitf#»€^&-£iJpRC/RSV (Invitrog 
ent±®) ^MK^Hind IIIT'Mftbfc^ BAP&itlX.T 6 5 t: T* 1 ttm<R& b 

fco tfcfc^aiz-^Hgta • x^^-;i/gfcMfc«j:yz:tiS:^SLfe^, Blunting^ 

^l/^fjDNA^IBIJRLfe., EriR^tlfc^^^-DNA^l 0 Ongi:. _LgB©-f 
hDNAM^U T4 U#— eSrSsiULTS/SS-efe. 

FDNA&ilSiU -tCDSUSII5![fcABI : E-r;i/3 7 7S^-hi/-^i 

^(C-S:LT^Sii:^fltS$tlfc^'^X^ K&MRU pRC/RSV-hER a nif 
[0 0 2 0] 

N I H 3 T 3 SfflflgfC, l ( 2 ) T*4£It3*l£:/?:% 3 KpGL3-TATA-EREx 

5-BSD*fctt##Ml -e^lSStlfe^^X^ KpGL3-tk-EREx5-BSD© DNA, fe«fc 
tf, HS6M2T*#»Stlfcxx hn^^lz-fe^^-CD^^^X^ KpRC/RSV-hE 
Ra3D ! 7{'fflDNAS, -etl^tltt^-ffc U XX h n>f> - 
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o 

*"f, ^7^5 KpGL3-TATA-EREx5-BSD0DDNA, ^"^^.^ KpGL3-tk-EREx5-B 
SD05DNA, £«fctf, ^7X5 KpRC/RSV-hER a a*fy ?0DN A Sr-etl-^tlSal 

NIH3T30fiSfi, 1 0%FB S fc-t-frDM EMigife ( B *§S^£tfc§g) SrM 

^T3 7t:{CT5%co 2 #^ET{c, i o cmVi/v-v (yyjv^ytt 

?bT$> (GIBCOttS) SrM^fcUjK7i^i/a>eS-e. _fcf3<Dtt«t'ft;2; 
IXfc-/9X$ KfflDNA Z?k<nM&-&£>1fVmALf- ; ®pGL3-TATA-EREx5-BSD 
<fc pRC/RSV-hER a n -if *j V , ©pGL3-tk-EREx5-BSDS «fc CFpRC/RSV-hER a a If 
y U *f 7 en * £/ 3 <J # "7 I ? h75 >(C^#$tlfc V-ziT;!/ 

3. 5 # g) D sK^x* S7^>Itt42 # 1 Ut 

Lfc. 'J^7ii'^a>®St, 0%FBS^tfDMEMS^lc3?i 
1/T*!J3 6K»|8ftHfel,&. 7<fc^T*, MlfflflSS h U -fi/Z/Kmz J: »J l/#>e> 
WtfUTEUKU *Sg^8 OO/i g/m 1 fflG4 1 8 33 «fc tfj&igg 1 6 *t g/m 

ffiai/fetIlmmA»e ) iS:mm0»fi3nz-5; > $>e>;fr t5«)lgiffiS::a• 
aLT;J3^^fc9 6ft\Z*.-yu- h (/<;i/h-^/h*tti3) {C^O--ril#L, 

#UT3 8t©$rl/V>9 6 7t^a.-^"i/- htciSSLfc. ZMtttm 

muffin, vx^-yi^- htbfe. ^y^tsc©e>*.©-*icttDMsotc^ 
S:2Bis^f#bfc. &v^-e;i*i,e> 2*fe©^- mcov\-c, ^jLjvt^mm^ 
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P (K/l/h-^/KttM) HWfttyhU 50/ilOiSSPGLlOO ( 
© pGL3-TATA-EREx5-BSDfc <fc tKpRC/RSV-hER a3fy 9(Z)DNA£ ^ A lt#6 

*ifc^«i£gyfflfl§cD?*>, 2 8 smcD^ u-y{z^\^x±m^^^n^rc 0 17 

1 0 nM 17 h5y*-^&jR»Ufc*fcaStfS J «/S/7x^-'g?gffi« 

EUii om%m<D9n-yifis 6m. l offlFJgtJis ' om&ffioyiru-z/ifii 1 8 

— ®pGL3-tk-EREx5-BSDfc <fc t^pRC/RSV-hER a n-*? y ^ £) D N A Sr^A L T 

T. 1 0 nM 17j3 h ^ is*- )l*mffilsfc.?klZ % Jli/y 

2«*»(Z)*n->jS«10 0t, 2«JKJl5«*S|CD^n->#6 4fli 
> 5©K±1 0U*l©^n->^2 5fl, 1 0^J£*_t5 offif*»©^n«>^ 
3«, 5 o«aJbioofl3p*»cD^n->*ico«. ioo«ja±©*n->#o*-c* 

[0 0 2 1] 

ISftf 1 *T?f£§33 ^ X ^ KpGL3-TATA-1A1-BSD<Z> DNAS: fltiRffc L T# A b 

KpGL3-TATA-lAl-BSDGDDN ASrSal lT?JBftLfc 0 
MCF7jffflJ8§&, 1 0%FB S**toDMEM*« (H*J8«ttK) S: 
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m^XS 7 X:\ZX 5%C0 2 #^ETtC> tt^JHjl 0 cifflj/-?-!/ (77^3> 

x?h75> (GIBCOftg) SrM^feU3K7i^i/a>gST% _tfB©ttgtffc 
Sftfc^;*^ FpGL3-TATA-lAl-BSD©DNA$:l|Abfe„ y^i^^H^S 

<D3kmzvtf7*# bra >tc^^4xfcv^a.T;i/©iB«fc^oT> #LJiB#ra 

5^0. Bift3tlfc^5^5 KDNAi7<tg/i/-v—l/> 'J:K7i^hr5 
>*«5 6 m 'J^xi'i/a^ll, §«?:10%FB 

S£$tfDMEMig:l6ic£mLTi&3 6fl»n&ltL£:. ^^T?, f£i&fflfl&£ h U :/ 
S/>^atCj: »J i/v- V*^e>iB^bTiaiKL, *S$gKl 6 ^ g/ml ©ifflflSjl#? 

tcig# L fc. ffijtttf ? a: ^©JSM©^^ £ £ & ssgg* (cJfjfi b fe i: £ ic 

t3#c©$tl^9 6^tf3.-yi/- bizmmvfc. -mtt(Dt.t.m^tm^ 

Witts •?X*--7V-b£Lt=.e — *fc©e>*>©— *(CBDMSOIC^i§-ft 

M1BGD3 - ^f*35>^l'^*j6tiiS0!)DMS 0£fln;t, -eft-Til 

»*tl83|PbTV*«»B*PBS(-)-e-|Hi!felMyfc<ft, 5^rlC#rf?LfcPGC5 0 
(3fC#-f >**±§g) fef a:^/*fcy 2 0 /( lfofilTffllCS O^ISjKSbfc 
. K^l/-hft. i»iIll-f>yij'ji-tt*^5;jl-*-LB9 6P ( 
*/l/|»-/l/Ktt») CtWhtVH, 50((l©lRjSPGL100 (3K?¥ 

[0 0 2 2] 
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£T> ^"^^^KpRL-TK (-7U*m±m) fcHind III33 J:lFBgl IIT-fttftU 

{C&U TK:fn^-#-£^t?7 6 0 b pcPDNA&EfJRbfco #UC, ^X^Kp 
GL33:Hind IIIfcBgl II h T???tfl: U $ tc 3*UCBAP&in;*.T 6 5 "C 1 B^^S. 
Lf=.&, m&UmZ&m&7ifU-Z.'f)imici.ikW}l l C@iLT, pGL3|iBfcffl;i/S/:7 
3i^-1?a^S:^tfBgl II-Hind UimftV&Z (C^iS £8c»S£jjVr D N 
A£ISJ&bfc„ KPN A©3 -feiMjO.l/t S ±ffi©TK^n ^E- # - Sr^tf D N 
A#&0.2m g U i*l&T4 Vif-1iiiBLl&2-&. ^filDH5o3>tff 

(TOYOBOS) AfALfe. W&tlfcT>tf S/ U >IH£* O 
5>^^X^ FDNASrMKb, ^-*l^tlS:M©^»Hind IIIfeiOTgl IIT-M-ftb 
, M^bMSrT^n-X^S^tSciirT'^tf bfco pGL3CDHind IIIfcBgl II*>f 

KfcjglRU dtl&^^X 5 KpGL3-TKi:^-cJ^fc„ $t {C Z. ffipGL3-TKCD D N A 3c 
BamH IT*?gftb, $ £ {crJUCBAP&JtJ^tT 6 5DT' 1 9MSb£f, S«M 

59SSLfc^-?-COA> KS5^©^;i/^e>DNA5:iaJ|XLfc„ fDNAt, ^5X5 
KpUCSV-BSD (7^-3i/tt«kUaiA) 5:BamHIMfbbTPS$4xfc^X hi^^i? 
VSfT^t-eie^iBAty h£3- FfSDNAtL T4 LigaseT**£ 
^•S-ar^rhtcfcU. h-9--f ^>S^T$^--^«e^^*-fe:y h#pG 

L3-TKOBamHI«»rg|5e{C#AStlfc«ig5:*-rs^^X^ K&3KRU 
KPGL3-TK- BSD „ 
[0 0 2 3] 

( 2 ) i/>k- * -ae^Rsvy n =e - * - <o«9«»TK:ie*a*ife^9^. $ 

K 

^7^5 KpKC/RSV&Bgl II;J3.fctfHind IIIT'M-ffc b, ffil&j&ytfn - 
^-^-S-g-tf 5 9 4 b p©DNA£|gj&bfco KpGL3S:Hind IIIfcBg 
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* & T3fu-xtf;imM l tfcmiz@ki,T, PGL3 fi3fc<z>;i/ 2/7x5- if ig? 

Sr^tfBgl II-Hind III®T#£>Jia iCffiMSlT £»g!fS?:^1-D N A fe0JR b fc B 
fDNA(Z)-)mUg S:, JhfH<Z)RS V^D^-^-^DNAi^l ^ g 
ilffi^U rtlS:T4 V^f-'tffcSjSa*, ^§iDH5a3>tff>hi!;i/ ( 
TOYOBOg) A^Alfec #&*ifcT>tr.2/y>Wtt^n->^&^^X5 
FDNAfcURU **l*ftft««*|RHind IIIfiiOPBgl in?JHflsU SMffcSK 
ST^fn-^^/I/«ASc»T?^«f pGL3C0 Hind III fcfiarl IliM F <Z)|B(C 

r*l«::/5;*^ FpGL3-RSV££^5ttfc 0 3fclC3(Z>y5X ^ F £BamHIT?ft 
ffcU 36lCi*HCBAPftJ|I^.T6 5TCT?1I»|S«»L*:«, ttft&KfeffilftjA 

r #n - *y/b««»»»c« bT. F#fcm a a* r t zmm b&« 

Kfif^^&DN ASrElJKbfco §DN A ^ FpUCSV-BS 

D (7^-n£/ttJ:yj»A) fcBa«HIJBfl:bTHJia*lfc^xM^>f y^S^TS 
t-«fi?»3S* t y h ft 3 - Kt S D N A t fe, T4 LUaseT?^a*Sr 
fclCfclK ht-f J?> Sf7S t-«fi?«5*t y h # P GL3-RSV(Z)Ba 

^i«w*fiK:»Aa*ife«Jt&*'r«^5^$ FfcaiRu y^x^ fpgl3-rs 

V-BSD£#£ 0 

[0 0 2 4] 

*JS«5 (1) ■ef^§8a*lfe^ , ^X§ FpGL3-TKttSal IT. SgjfcM 5 (2) V 
f^»a*lfe^9X5 FpGL3-RSVl4Xhon?. b fee 

HeLajMJfiHu 1 0%FB S^fcDMEM«t (H*J8KttiS) t3 7 
;CJCT5%C0 2 #ftTJCtt«J»l 0 cm(Z)^^-ly (7 y ;i,zi >tigf) £JSv^ 
T^fSbfco *&5x 1 0 5 CD^iSS:*#b, *«UIBJCU3j«7ai^ FT§> 

(GlBCOttH) ft«v^feU3K7ai^S/a>»T?, ±B©ll[«Rfl:aftfe^9x 
^ F&pGL3»RSV*3fettpGL3-TKS:*Abfco U * */a >j£<D*#tt U #7 
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1 mm^e>Smm©»||San--S:, l>e)3i)^ffi§«5:^fttTS^fc9 6 7tlf 

# * x ;i/©&® © Jt & 5 g tj {C if Jjt b fc t £ (C & 5 H 

, h U^S/^ftSIC J: I, TUTJRU 2f^LT 2#©§r LV^ 9 

S:PBS(-)T*2iai5fe#Lfe«, 5 *glC#3§R Lfc P G C 5 0 (jfC^-f >**±S?) 
x/U*fcy 2 0 ytt 1 -rojDAT^M{C3 0#raStBLfc. ^.(Dzfls- h ^ 
>^x*#-#£;i/= ;^-^-LB9 6P (^/bh-^KttS?) IZ 

■iryhu BouffliiiPGLioo (m#-f>^p») &g»#abT, ^ 

M£tt 5: 4- A S J: ? & ^ $/ 7 x 7 - S: 9 U - y £ ttfl&ffflflS t h X SjR 
[0 0 2 5] 

vmmi (*»*ms«v»fcnK-di-7vfe'f) 

t«tfl9 6ft7"l/-h 3 9 o 3) tC*«J2xlO 

^JflS/Ift-f o»S U -K«tt5. &^T', SWflSlC. DMS OlC$gfl?ai± 

PM?»c*»J, £?0tU^ic£iiTtt*ttW©£KDMS o*#o. 1% 
UT, (DMSO) 0#tf«ftI3*i*:*rjBBfcBtt. ©tt*fJ8Hfc^K#8s 
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ig#SS:|&£, PBS (-) T2HF«fflliSSrSfc^Lfe«, 5 ■fgiC#&f? bfe P G C 5 0 
0ft#-f >**±gt) 5: 2 o w l -roin^.T^S{c3 0 4)-i^SS:g-te„ Iffl^U- 

K«) JC-fevhU 5 0/d«)IfSPGL10 0 (MW^y^-m) 
g©7rr-X h?gffiS:M^-r SliitfftS. 

> K £ E C 50 «gie©^i: *S <fc 3 &M.$kmz%itB LT> ±832: l^«(cg*j^& 
J:v*„ 

[01] 

&4^©?§$Elc;i^£DMS0©#S:^#IILfcE (DMSO) , SSigglOnMi; «fc e> 17 
fliXFWt-l-fcSainLfclS (10nM E2) , i&iiSlOOpMi: fc5 «fc ? > 5: 

2 8 ffi|E#2 0 0 0-3 0 1 3 6 8 4 
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(lnMr*=XM». , f&iSSlOnMilfcSJ:?^— >•& 35*11 L £: IE (lOnM** -X?>f 
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